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MR Patway 7520, U2 0.1 g MR EE T
bk, @t T, i1 SmL RGN (2 %
CTAB, 1.4 mol/L NaCl, 20 mmol/L EDTA, 100 rmol/L
Tris - HCL, 2 % #EZB) TRTHEZIHNK, 65T
Kt 1h, ASEENEN - RYE (241 1) iR 10
min, 12 000 r/min #0> 10 min, W LW, B 0.6 1%
M RNBYIE, 12 000 r/min B.OFE FEK., A
200 mL TE 2, 2ml 10 g/ L RNA B 37 Tk 1
hEEAN - RORHE RS REIR SR 70 %
ZEERGULNE, AT, BRENEE TKERTRE
%) DNA, 7E7S % Biophotometer i) DNA & B 1Y (42 [H
Eppendorf A F]) LM DNA A EMEE, FF W
ODsso2sofHTE 1.6~1.8 Z 18],
1.3 PCR #3& R k&AL
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PCR buffer( 100 mmol /L. KCl, 80 mmol /L. (NH. );S0%, 100
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Tab.1 Optional conditions for PCR ingredients

iR MgCl,  SI¥IHRAE ANTP ¥R Taq BEHKEE
DNA(ng) (mmol/L) (gmol/L) (mmol/L) (U)
20 1.00 0.05 0.05 0.50
50 1.50 0.10 0.10 1.00
80 2.00 0.15 0.15 1.50
100 2.50 0.20 0.20 2.00
120 3.00 0.25 0.25 2.50
150 0.30
G &M
50 2.00 0.20 0.20 1.50

1.4 PCR A Ry 3&42 B85 AL
PCR K M. 7E Rl 5 5 Mastercycler gradient fJ PCR
1Y (#&[E Eppendod 2+ 7)) Li#17, PCR K N ILLREFF

mmol /L Tris + HCl, pH 9. 0, NP-40), #i# DNA, MeCL, ZMHE 2
314, dNTP, Taq B (Promega A7), REEAMASE 1.5 FHER
&2 PCRIBIEFMML
Tab.2 Optional reaction conditions for PCR amplification
BABECC) BARE(G) EMRECC) EMEE(G) (FOBHERECC)  BHEE() BRREOK)
35 60 66 60 89 30 38
36 90 68 120 91 60 40
37 120 70 180 92 90 45
38 72 94
39 74 95
40 76 97
78 98
80 99
RIE&MN
36 60 72 120 94 30 45

PP YTE 1.5 % BRI EERE (S 0.5 me/L 1]
thz.%e) ek, AIKEWHA 1 X TAE(L mmol/ L
EDTA, 20 mmol/L Tris * HCl, pH 8.0), #JE 4 V/em
WK, 2 b E, W KR BT R AR R T (Image Mas-
ter VDS, Pharmacia A 8 ) ME Hic #5552,

2 HRFITE
2.1 K DNAWKRA

AP FH, AR DNA B E X PCR XN F 3%
W, 50~ 150 ng B4R DNA BEF= R R I R 5B
& “901"F - {UBEAD T (& AR DNA, TEHEAR DNA
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Fig. 1

a. Template DNA concentration{ng) ; b. Concentration of MgCl ; (mmol/1.) ;c. Primer concentration{ #mol/L) ;d. dNTP concentration(mmol/1.) ;e. Taq

enzyme concentration

mmol /L 1E R Vi Mg " IR,
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—EE, ANTP BYHIE R 0. 05~0. 20 mmol 1.,
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0.1 mmol /L B, H BB TS 0. 15— 0. 25 mmol /1. 78
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(NH 4),80 4, 100 mmol /1. Tris - HCI, pH 9.0, NP40), 50
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Optional conditions for PCR ingredients
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2.7 EAPRE A B ]

VB RAENT Tag BEAY RIS 1E IR FB /] ™), 78
66~ 80 C{EHMA, FEIREHFS, PCR ¥ EHI KA
B, NIRRT, 72 TR RIS (F
2,d), RAEEEMEE N 72 C, H 2L 120 s BT
E18
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Fig.2  Optional reaction conditions for PCR amplification

a. Annealing temperature (T ) b. Annealing time (s): ¢. Extending temperature (U ): d. Extending time (s); e. Denaturalization temperature

(T); f. Denaturalization time (s); g. Cycling times

S30 SB80 S55 S60S104 S112
§27 S39 SB1 S56 S105 S376 M MA2E 68 6% 78 7% 8% 8% =

g3 Tk & D5 B9 RAPD 2R
a. BT AHREMUT AR ST Kb, LD ST Kald, AT AR T
Fig.3  RAPD pattemns with optimal reaction conditions

a. RAPD patterns of 7% template DNA with different primers; b. RAPD patrerns of 87 primer with different template DNA
WD T B (CRUME BEEDTH ROIUHE  MERD T BFFT T TS 001" BT A DNA ROFRI K

Bkt IR DNA. FREHLEH 514 S7,S17 MBS PCRTJE, X FIENRFE S 901" & RATEEAE
(R ES, FFE RS REE (8 3b. o) dAEM A SR IR,
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Abstract

Genomic DNA was isolated from the gametophyte of Laminaria japonica “901” strain using improved small-scale
method, and it exhibited reproducible and stable patterns with randomly amplified polymorphic DNA (RAPD) reaction. The
ingredients and programs for amplified reactions were optimized respectively, and it resulted in 50 ng template DNA, 2.0
rmol /1L MgClz, 0.2 mmol/L ANTP, 0.2 #tmol/L primer, and 1.5 U/25 #I. Tag DNA polymerase. In addition, the op-
timized reaction condition concluded was that predenaturation 94 C, 5min; 30 s 94 C ; annealing 1 min 36 C ; elon-
gation 2 min, 72 C; 45 cycles; finally holding 10 min at 72 C. Qur testified methods could yield satisfactory RAPD
patterns, and it provided methods for further studying the mechanism of inheritance and variation to Laminaria  “901”
strain.
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